HR 10/30 column on an AKTA FPLC (GE Healthcare) generally in Tris-HCl 20 mM, NaCl 100 mM, pH 7.5. The column was calibrated with molecular mass standards (Biorad), that included thyroglobulin (670 kDa), γ-globulin (158 kDa), ovalbumin (44 kDa), myoglobin (17 kDa) and vitamin B 12 (1.35 kDa).
Dynamic light scattering. The oligomerization state of the purified proteins was then examined by dynamic light scattering (DLS) using a Zetasizer Nano instrument (Malvern Instruments Ltd.). Samples were passed through 0.22-µm membrane filters (Millipore) and centrifuged at 13.000 rpm for 10 min to clarify them from dust. Samples placed into single use plastic cuvettes were maintained at a fix temperature of 25 °C. The concentration of the proteins was 1-2 mg/ml and, generally, the buffer used was Tris-HCl 20 mM, NaCl 100 mM, pH 7.5. Measurements were made at an angle θ = 90° to the incident beam, and the data were collected at every 60 s. The correlation functions were analyzed to obtain the distributions of the decay rates and, hence, the apparent diffusion coefficients and ultimately the distributions of the hydrodynamic radius of the scattering particles in solution via Stokes-Einstein equation. Finally, the monodispersity or polydispersity of the solutions was assessed, and the molecular weights of the predominant species were calculated. Representative volume-weighted size distribution of 1 mg/ml of the indicated proteins. Buffer conditions were Tris-HCl 20 mM, NaCl 100 (pH 7.5). Low value of Polydispersity Index (PdI), estimated from the apparent diameters assuming globular protein shape, and the presence of a unique peak exclude the presence of aggregate in these samples. (bottom panels) in the absence (left panels) and in the presence of 3.9 µM Ca 2+ (right panels). Bmax was constrained to be ≤ 119 when fitting the equation to the Q2AB data in the presence of Ca 2+ . The fit to the data in the presence of Ca 2+ for Q2AB was very poor, suggesting that the CaM/Q2AB deviates from a 1:1 stoichiometry in the presence of Ca 2+ .
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